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Colonic infusions of short-chain 
fatty acid mixtures promote energy 
metabolism in overweight/obese 
men: a randomized crossover trial
Emanuel E. Canfora1,2, Christina M. van der Beek2,3, Johan W. E. Jocken1,2, Gijs H. Goossens1,2, 
Jens J. Holst4, Steven W. M. Olde Damink3,5, Kaatje Lenaerts2,3, Cornelis H. C. Dejong2,3,6 & 
Ellen E. Blaak1,2
Short-chain fatty acids (SCFA), formed by microbial fermentation, are believed to be involved in 
the aetiology of obesity and diabetes. This study investigated the effects of colonic administration 
of physiologically relevant SCFA mixtures on human substrate and energy metabolism. In this 
randomized, double-blind, crossover study, twelve normoglycaemic men (BMI 25–35 kg/m2) 
underwent four investigational days, during which SCFA mixtures (200 mmol/L) high in either acetate 
(HA), propionate (HP), butyrate (HB) or placebo (PLA) were rectally administered during fasting and 
postprandial conditions (oral glucose load). Before and for two hours after colonic infusions, indirect 
calorimetry was performed and blood samples were collected. All three SCFA mixtures increased fasting 
fat oxidation (P < 0.01), whilst resting energy expenditure increased after HA and HP compared with 
PLA (P < 0.05). In addition, all three SCFA mixtures increased fasting and postprandial plasma peptide 
YY (PYY) concentrations, and attenuated fasting free glycerol concentrations versus PLA (P < 0.05). 
Colonic infusions of SCFA mixtures, in concentrations and ratios reached after fibre intake, increased 
fat oxidation, energy expenditure and PYY, and decreased lipolysis in overweight/obese men. Human 
intervention studies are warranted to investigate whether these effects translate into long-term 
benefits for body weight control and insulin sensitivity in the obese insulin resistant state.
A growing body of evidence suggests that the gut microbiota has a crucial role in the regulation of energy and 
substrate metabolism and, as such, in the aetiology of cardiometabolic disease1. The gut microbiota ferment indi-
gestible food components, such as dietary fibres, resulting in the production of important metabolites, including 
short-chain fatty acids (SCFA), which may affect host metabolism2.
Over the last decades, a number of studies have proposed that increased fibre content in our daily diet might 
prevent weight gain and disturbances in glucose and lipid metabolism2, 3. However, the underlying mechanisms 
involved are, so far, not completely understood.
Increasing evidence supports an important role of SCFA, including acetate, propionate and butyrate, in con-
trol of body weight and insulin sensitivity2. These SCFA might have pronounced effects on host metabolism 
through the secretion of gut-derived signalling hormones4–6 or by entering the systemic circulation7, thereby 
affecting peripheral energy and substrate metabolism. Indeed, several in vitro and animal studies have indi-
cated that SCFA are important regulators of energy homeostasis and glucose metabolism2, 8. Cell culture studies 
showed that acetate, propionate and butyrate might alter adipose tissue function, by attenuating intracellular 
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lipolysis9, 10, decreasing the production of proinflammatory molecules10, 11, as well as by stimulating adipo-
genesis12. Furthermore, it has been shown that oral administration of butyrate affects body weight control via 
enhanced energy expenditure and fat oxidation in obese mice13. In addition, oral administration of acetate, pro-
pionate and butyrate to high-fat diet-fed mice all prevented gains in body weight and improved insulin sensi-
tivity without changing energy intake and the amount of physical activity8, 14, 15. Based on these rodent data, it is 
tempting to speculate that colonic administration of SCFA may also have beneficial effects on human substrate 
and energy metabolism. However, there is also conflicting literature present, i.e. data derived from a rodent study 
suggested that an increased acetate turnover promote the development of obesity and insulin resistance16.
Human data indicating in vivo metabolic effects of SCFA are scarce. We have recently demonstrated that acute 
infusions of the most abundant SCFA acetate in the distal, but not in the proximal, part of the colon enhanced 
fat oxidation and circulating levels of the satiety-stimulating hormone peptide YY (PYY) in overweight men, 
indicating an improved metabolic profile17. In the present study, we therefore, rectally administered physiolog-
ically relevant SCFA mixtures, either high in acetate, propionate or butyrate, and aimed to elucidate the role 
of gut-derived SCFA on fat oxidation and energy expenditure in overweight/obese normoglycaemic men dur-
ing fasting and postprandial conditions. Secondary outcomes were effects of SCFA mixtures on carbohydrate 
oxidation, circulating metabolites (triacylglycerol (TAG), free fatty acids (FFA), free glycerol, glucose, lactate) 
and hormones (insulin, PYY, glucagon-like peptide 1 (GLP-1), angiopoietin-like protein 4 (ANGPTL4)), plasma 
SCFA, inflammatory markers (tumour necrosis factor-alpha (TNF-α), interleukin-1-beta (IL-1β), interleukin-6 
(IL-6), interleukin-8 (IL-8)) and Visual Analogue Scale (VAS)-scores for hunger and satiety during fasting and 
postprandial conditions.
Results
Thirteen overweight/obese normoglycaemic men were included in this trial, of which 12 completed all four clini-
cal investigation days (CID). One participant decided to withdraw from the study before the start of the first CID 
(Supplementalary Fig. 2). At baseline, the included volunteers had an average age of 36 ± 3 years, a body mass 
index (BMI) of 30.3 ± 0.8 kg/m2 and were normoglycaemic (fasting glucose 5.1 ± 01 mmol/L, HbA1c 5.2 ± 01%, 
Table 1). No adverse events occurred.
Energy expenditure and substrate oxidation. Under fasting conditions, energy expenditure increased 
following a colonic infusion of SCFA mixture high in acetate (HA) and a SCFA mixture high in propionate (HP) 
as compared to placebo (PLA) (P < 0.05, Fig. 1A and B). No significant differences in energy expenditure between 
interventions were observed during postprandial conditions (Fig. 1A).
All SCFA mixtures (HA, HP and a SCFA mixture high in butyrate (HB)) increased fasting fat oxidation 
compared with PLA (P < 0.01, Fig. 1C and D), which was accompanied by a decreased carbohydrate oxidation 
(P < 0.05, Fig. 1E and F). In accordance, fasting respiratory quotient was decreased with all SCFA mixtures com-
pared to PLA (P < 0.05, Supplemental Fig. 3A and B). During the postprandial phase, fat and carbohydrate oxi-
dation rates were not significantly different between interventions (Fig. 1C and E).
Plasma analysis. Plasma short-chain fatty acid concentrations. HA and HP mixtures increased fasting 
plasma acetate concentrations compared with PLA (P < 0.05, Fig. 2A and B). During the postprandial phase, 
acetate concentrations were not significantly different between treatments (Fig. 2A).
No significant treatment effect was observed on circulating propionate concentrations in the fasting period 
(Fig. 2C). However, in the postprandial period plasma propionate concentrations were increased with HP treat-
ment as compared to PLA (P = 0.008, Fig. 2C and D).
Under fasting conditions, plasma butyrate concentrations increased following administration of all SCFA 
mixtures, when compared to PLA (P < 0.05, Fig. 2E and F). Postprandial circulating butyrate concentrations 
increased after HA and HB treatment, when compared to PLA (P < 0.05, Fig. 2E and G).
Variables Mean SEM
Age (years) 36 3
Height (cm) 180.8 1.4
Weight (kg) 98.8 3.0
BMI (kg/m2) 30.3 0.8
Waist circumference (cm) 108 3
Hip circumference (cm) 110 2
Systolic blood pressure (mmHg) 124 2
Diastolic blood pressure (mmHg) 81 1
HbA1c (%) 5.2 0.1
HbA1c (mmol/mol) 33 0.8
Fasting glucose (mmol/L) 5.1 0.1
ALAT (U/L) 35 4
Creatinine (μmol/L) 90 3
Table 1. Participants’ baseline characteristics. n = 12; Values are represented as mean ± standard error of mean 
(SEM); BMI, body mass index; HbA1c, hemoglobin 1Ac; ALAT, alanine-aminotransferase.
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Figure 1. Effect of colonic administration of SCFA mixtures on fasting and postprandial energy expenditure 
(A,B), fat oxidation (C,D), and carbohydrate oxidation (E,F) (A) Resting (t0–t120 min) and postprandial 
(t180–t300 min) energy expenditure after colonic SCFA infusions. (B) iAUC for resting (t0–t120 min) energy 
expenditure following colonic SCFA infusions. Overall treatment effect for resting energy expenditure P = 0.049 
(period P = 0.933, carry-over P = 0.571). (C) Fasting (t0–t120 min) and postprandial (t180–t300 min) fat 
oxidation after colonic SCFA infusions. (D) iAUC for fasting (t0–t120 min) fat oxidation following colonic 
SCFA infusions. Overall treatment effect for fasting fat oxidation P < 0.001 (period P = 0.325, carry-over 
P = 0.235). (E) Fasting (t0–t120 min) and postprandial (t180–t300 min) carbohydrate oxidation after colonic 
SCFA infusions. (F) iAUC for fasting (t0–t120 min) carbohydrate oxidation following colonic SCFA infusions. 
Overall treatment effect for fasting carbohydrate oxidation P = 0.010 (period P = 0.315, carry-over P = 0.154). 
Values are means ± SEMs (n = 12). Statistical significance indicated as asterisk (*) when ***P < 0.001, 
**P < 0.01, *P < 0.05.
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Figure 2. Effect of colonic administration of SCFA mixtures on fasting and postprandial plasma acetate (A,B), 
propionate (C,D), and butyrate (E–G) concentrations (A) Fasting (t0–t120 min) and postprandial (t180–
t300 min) plasma acetate concentrations after colonic SCFA infusions. (B) iAUC for fasting (t0–t120 min) 
plasma acetate following colonic SCFA infusions. Overall treatment effect for fasting plasma acetate P = 0.051 
(period P = 0.338, carry-over P = 0.898). (C) Fasting (t0–t120 min) and postprandial (t180–t300 min) plasma 
propionate concentrations after colonic SCFA infusions. (D) iAUC for postprandial (t180–t300 min) plasma 
propionate following colonic SCFA infusions. Overall treatment effect for postprandial plasma propionate 
P = 0.068 (period P = 0.781, carry-over P = 0.896). (E) Fasting (t0–t120 min) and postprandial (t180–t300 min) 
plasma butyrate concentrations after colonic SCFA infusions. (F) iAUC for fasting (t0–t120 min) plasma 
butyrate following colonic SCFA infusions. Overall treatment effect for fasting plasma butyrate P < 0.001 
(period P = 0.997, carry-over P = 0.879) (G) iAUC for postprandial (t180–t300 min) plasma butyrate following 
colonic SCFA infusions. Overall treatment effect for postprandial plasma butyrate P = 0.032 (period P = 0.754, 
carry-over P = 0.971). Values are means ± SEMs (n = 12). Statistical significance indicated as asterisk (*) when 
***P < 0.001, **P < 0.01, *P < 0.05 and as hashtag when #P < 0.10.
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Associations between plasma SCFA concentrations and energy and fat oxidation. The increments of fasting 
plasma acetate concentrations were positively correlated with the increments of resting energy expenditure 
(r = 0.349, P = 0.0149, supplementary Fig. 4A) and fasting fat oxidation (r = 0.328, P = 0.0228, supplementary 
Fig. 4B). Changes in plasma propionate and butyrate concentrations did not correlate with changes in fat oxida-
tion or resting energy expenditure, neither in the fasting nor in the postprandial period.
Plasma metabolites and insulin concentrations. Fasting and postprandial plasma glucose concentrations did not 
differ between treatments. Although, postprandial plasma glucose and insulin concentrations were elevated fol-
lowing administration of all SCFA mixtures and PLA, no significant treatment effect was observed (Fig. 3A and 
B). Fasting plasma lactate concentrations did not differ between treatments (supplementary Fig. 5A). However, 
postprandial lactate concentrations increased after HP mixture infusions as compared to HB and PLA (P < 0.05, 
supplementary Fig. 5A and B).
There were no significant differences in circulating plasma TAG concentrations between the interventions, 
neither in the fasting nor in the postprandial period (supplementary Fig. 5C). The administration of all three 
SCFA combinations decreased circulating fasting free glycerol concentrations compared with PLA (P < 0.05, 
Fig. 3C and D). Postprandial free glycerol concentrations decreased in all intervention groups, with no significant 
differences between interventions (Fig. 3C). No significant treatment effect was observed on circulating FFA 
concentrations in the fasting and postprandial period (supplementary Fig. 5D).
Plasma PYY, GLP-1 and ANGPTL4 concentrations. PYY was increased with all SCFA combinations (HA, HP 
and HB) both during fasting and postprandial conditions as compared to placebo (P < 0.05, Fig. 4A,B and C).
Fasting GLP-1 levels showed no significant differences after infusion of SCFA mixtures. Postprandial GLP-1 
concentrations increased following colonic administration of SCFA mixtures and PLA, without significant differ-
ences between groups (Fig. 4C).
Figure 3. Effect of colonic administration of SCFA mixtures on fasting and postprandial plasma glucose (A), 
insulin (B) and free glycerol (C,D) concentrations (A) Fasting (t0–t120 min) and postprandial (t180–t300 min) 
plasma glucose concentrations after colonic SCFA infusions. (B) Fasting (t0–t120 min) and postprandial 
(t180–t300 min) plasma insulin concentrations after colonic SCFA infusions. (C) Fasting (t0–t120 min) and 
postprandial (t180–t300 min) plasma free glycerol concentrations after colonic SCFA infusions. (D) iAUC 
for fasting (t0–t120 min) plasma free glycerol following colonic SCFA infusion. Overall treatment effect for 
free glycerol P = 0.030 (period P = 0.483, carry-over P = 0.832). Values are means ± SEMs (n = 12). Statistical 
significance indicated as asterisk (*) when **P < 0.01, *P < 0.05.
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ANGPTL4 concentrations did not show statistically significant differences between treatments neither in the 
fasting nor in the postprandial period (Fig. 4D).
Plasma concentrations of inflammatory markers. Fasting circulating levels of the proinflammatory cytokine 
IL-1β decreased with HA, when compared with HP (P < 0.05, Fig. 5A and B). Postprandial IL-1β levels did not 
differ between treatments (Figure A).
Other proinflammatory cytokines including TNF-α, IL-6 and IL-8 were not affected by SCFA infusion neither 
in the fasting nor in the postprandial period (Fig. 5C,D and E).
Hunger and satiety scores: Overall, there were no significant differences in VAS scores between interventions, 
neither in the fasting nor in the postprandial period (Supplement Fig. 6).
Discussion
In the present randomized, double-blind, placebo-controlled crossover study, the effects of administration of 
three different SCFA mixtures in the distal part of the colon on fat oxidation, energy expenditure and metabolic 
parameters were assessed in twelve overweight or obese, normoglycaemic men. We demonstrated that infusions 
of colonic SCFA mixtures increase fasting fat oxidation and resting energy expenditure, which was correlated 
with increments in circulating acetate concentrations. In addition, these SCFA mixtures increased fasting and 
postprandial PYY concentrations, and attenuated whole-body lipolysis, as indicated by decreased free glycerol 
concentrations.
The ratios, absolute amounts and concentrations of SCFA used in this human in vivo study represent colonic 
physiological mixtures, which putatively can be achieved in the colon by the intake of a diet rich in dietary 
fibres18–20. The human gut microbiota ferments orally ingested complex carbohydrates into a combination of 
acetate, propionate and butyrate in the lumen of the distal gut21. The exact ratios and amounts produced are 
dependent on many factors, including the type of fermented carbohydrate, the specific microbial species, diversity 
Figure 4. Effect of colonic administration of SCFA mixtures on fasting and postprandial plasma PYY (A–C), 
GLP-1 (D) and ANGPTL4 (F) (A) Fasting (t0–t120 min) and postprandial (t180–t300 min) plasma PYY 
concentrations after colonic SCFA infusions. (B) iAUC for fasting (t0–t120 min) plasma PYY following colonic 
SCFA infusion. Overall treatment effect fasting PYY P = 0.011 (period P = 0.557, carry-over P = 0.553). (C) 
iAUC for postprandial (t120–t300 min) plasma PYY following colonic SCFA infusion. Overall treatment 
effect postprandial PYY P < 0.001 (period P = 0.595, carry-over P = 0.184). (D) Fasting (t0–t120 min) and 
postprandial (t180–t300 min) plasma GLP-1 concentrations after colonic SCFA infusions. (E) Fasting (t0–
t120 min) and postprandial (t180–t300 min) plasma ANGTPL4 concentrations after colonic SCFA infusions. 
Values are means ± SEMs (n = 12). Statistical significance indicated as asterisk (*) when ***P < 0.001 and 
**P < 0.01 and *P < 0.05.
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and absolute abundance of host’s gut microbiota, and colonic transit time18, 19, 21. Theoretically, the total amount 
of SCFA produced over the whole colon can be up to 800 mmol per day2, 22. Data from six suddenly deceased 
individuals showed SCFA concentrations up to ~190 mmol/kg of luminal content in the distal part of the colon23. 
In the present study, SCFA concentrations of 200 mmol/L (40 mmol in a 200 mL solution) were administered rec-
tally. In addition, the use of colonic SCFA mixtures containing all three SCFA is a better representation of human 
physiological conditions than administering single SCFA as has been done in previous studies17, 24, 25.
The effects of the SCFA mixtures on fat oxidation and energy expenditure found in the present study suggest 
an important role for gut-derived SCFA in whole-body energy metabolism. This might be one of the explanations 
for the beneficial effects of dietary fibre(s) on body weight control and glucose homeostasis on the long term2, 3. It 
is important to mention that oxidation of the total amount of infused sodium acetate only contributes to a minor 
extent to the observed increase in fat oxidation, as we previously calculated and discussed extensively elsewhere17. 
Next, in human in vivo studies with rectal and caecal administration of isotopically-labelled butyrate showed that 
only ~25% and ~33% of butyrate is oxidized within a 4 hours or a 12 hours timeframe, respectively26, 27. In addi-
tion, a study showed that rectally infused butyrate (5 mmol) did not change whole-body respiratory quotient and 
resting energy expenditure26. Furthermore, propionate and butyrate oxidation yield a respiratory quotient of 0.86 
and 0.8, respectively28. This demonstrates that also propionate utilization would contribute only modestly to the 
effects on whole-body fat oxidation in our study. Together, these findings indicate that oxidation of infused SCFA 
mixtures are unlikely to explain the observed increase in fasting whole-body fat oxidation and energy expenditure 
in the present study.
Based on mainly rodent data, several putative other mechanisms are expected to explain these SCFA-induced 
increases in fat oxidation and energy expenditure. Den Besten et al.14 showed that orally administered ace-
tate, propionate and butyrate prevented high-fat diet induced weight gain and improved glucose metabo-
lism in mice, without alterations in food intake and physical activity. Moreover, they observed a peroxisome 
proliferator-activated receptor-γ (PPARγ)-dependent increase in the expression of mitochondrial uncoupling 
protein 2 and elevations of the AMP/ATP ratio. This led to a switch from lipid synthesis to fat oxidation via 
an adenosine monophosphate-activated protein kinase (AMPK)-dependent mechanism in liver and adipose 
tissue 14. In addition, Gao and colleagues 13 found that oral butyrate administration reduced adiposity and 
increased insulin sensitivity in obese mice, without a change in food intake, fat absorption and locomotor activ-
ity. These findings were explained by increased energy expenditure and fat oxidation via activation of AMPK 
Figure 5. Effect of colonic administration of SCFA mixtures on fasting and postprandial plasma inflammatory 
cytokines (A) Fasting (t0–t120 min) and postprandial (t180–t300 min) plasma IL-1β concentrations after 
colonic SCFA infusions. (B) iAUC for fasting (t0–t120 min) plasma IL-1β following colonic SCFA infusion. 
Values are means ± SEMs (n = 10, for two volunteers IL-1β concentrations were not detectable). Overall 
treatment effect for fasting IL-1β P = 0.068 (period P = 0.626, carry-over P = 0.841). (C) Fasting (t0–t120 min) 
and postprandial (t180–t300 min) plasma TNF-α after colonic SCFA infusions. Values are means ± SEMs 
(n = 12).) (D) Fasting (t0–t120 min) and postprandial (t180–t300 min) plasma IL-6 after colonic SCFA 
infusions. Values are means ± SEMs (n = 11, for one participant IL-6 concentrations were not detectable). (E) 
Fasting (t0–t120 min) and postprandial (t180–t300 min) plasma IL-8 after colonic SCFA infusions. Values are 
means ± SEMs (n = 12). Statistical significance indicated as asterisk (*) when *P < 0.05 and as hashtag when 
#P < 0.10.
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and (PPARγ)-coactivator (PGC)-1α in the liver and the skeletal muscle 13. Along the same line, Yashamita et al. 
29 found that intragastric injections of acetate reduced body weight and improved glucose homeostasis in obese 
rats via an increase in fat oxidation mediated by an increased AMPK activity in the skeletal muscle 29. However, 
whether an AMPK-mediated enhanced oxidative metabolism and the mobilization of intracellular lipids in 
peripheral tissue underlie the present findings in human remains to be established.
Of note, we found that the HA and HP mixtures increased circulating acetate concentrations and that all SCFA 
mixtures increased circulating butyrate concentrations during fasting conditions. In addition, the HP mixtures 
increased postprandial circulating propionate concentrations. Nevertheless, only the increments in fasting acetate 
concentrations correlated positively with the increments in fasting fat oxidation and resting energy expenditure, 
suggesting that circulating acetate is the major driver of these metabolic effects in humans. Consistent with this 
observation, we previously observed a comparable increase in fat oxidation (~25%) in overweight to obese men 
after distal colonic administration of sodium acetate alone, when compared to a saline infusion 17. Based on 
available animal data 8, 14, 29, 30 and the increased systemic acetate concentrations found in the present study, it 
might be speculated that the circulating acetate leads to an increased oxidative capacity and a substrate switch to 
fat utilization in the liver and peripheral organs such as skeletal muscle. However, so far no human data of SCFA 
effects on human skeletal muscle and liver oxidative metabolism are available, which therefore have a high degree 
of interest for future studies.
In addition, all SCFA mixtures increased plasma PYY concentrations. Besides its well-described ability to act 
as a satiety–stimulating hormone 31–33, studies in mice and preliminary human data suggest that an increase in 
circulating PYY shifts substrate utilization towards increased fat oxidation 34, 35. Therefore, the increased systemic 
PYY availability found in this study might have also contributed to the increased fat oxidation. However, the 
underlying mechanisms are not known yet.
Moreover, the present results indicate that the SCFA mixtures slightly decreased fasting plasma glycerol 
concentrations, indicating a decrease in lipolysis. This is consistent with previous reports showing that single 
SCFA, in particular acetate, blunt whole-body lipolysis in humans 24, 36, 37. Ge et al. 9 showed that treatment of 
rodent-derived 3T3-L1 adipocytes with acetate and propionate reduced the intracellular lipolytic activity as 
assessed by a decreased release of glycerol in the culture medium 9, thereby identifying these SCFA as regulators 
of adipose tissue metabolism. Aberdein et al. 38 found that an acetate-induced decreased hormone-sensitive lipase 
activity might underlie this antilipolytic effect, as they showed in mature 3T3-L1 adipocytes. Data derived from 
rodents and overweight humans indicate that a partially inhibition of intracellular lipolysis in adipocytes prevent 
ectopic fat accumulation and insulin resistance in tissues such as the liver and skeletal muscle without affecting 
adipose tissue mass in the longer term 39.
In addition, we found a slight increase in postprandial plasma lactate concentrations after HP. This might be 
partly explained by a propionate induced inhibition of the pyruvate dehydrogenase complex activity as found in 
rodent-derived liver cells 40. Pyruvate dehydrogenase regulates the decarboxylation of pyruvate and thereby con-
tributes to the conversion from pyruvate to acetyl-CoA, thereby linking the glycolysis pathway to the citric acid 
cycle under aerobic conditions. A decreased activity of the pyruvate dehydrogenase complex results in increased 
pyruvate concentrations, which consequences an anaerobic cascade resulting in increased lactate production. 
However, whether this also occurs in human tissue has to be investigated.
The increase in fat oxidation, together with an increase in the satiety-stimulating gut hormone, PYY, found 
in the present study, indicate that elevating SCFA, in particular acetate, in the colon and in the circulation, might 
have important clinical implications on food intake regulation and long-term control of body weight. However, 
it remains to be determined whether a SCFA-induced increase in PYY concentrations translate into long-term 
effects on appetite regulation, in particular, since a study using a SCFA-fibre ester was unable to translate acute 
effects on postprandial PYY levels to the long term in overweight humans 41.
Furthermore, SCFA (acetate)-induced fat oxidation and/or increased oxidative capacity in skeletal muscle 
might improve metabolic flexibility, defined as the capacity to utilize and switch between the major fuels, lipids 
and glucose 42. Together with an acetate-induced partial inhibition of intracellular lipolysis in adipocytes this 
might result in reduced fat accumulation and improved insulin action in peripheral tissues such as skeletal mus-
cle, liver and pancreas, thereby preventing insulin resistance.
Most luminal SCFA production occurs in the cecum and proximal part of the colon, where substrate availa-
bility is highest 43. Of interest, we found in our previous study that acetate administration in the distal rather than 
the proximal part of the colon evoked metabolic effects 17. We hypothesized that an increased systemic acetate 
availability after distal colonic installation, explained these differential effects. SCFA delivered in the distal colon 
partly bypass the liver via the rectal venous plexus, which drains into the inferior vena cava, thereby directly 
reaching the systemic circulation and increasing the SCFA availability in metabolically active peripheral organs 
such as skeletal muscle and adipose tissue. Specific slow-fermentable acetogenic nutrients like fibre-SCFA ester, 
which was previously used to deliver propionate to the colon 41, 44, and/or the delivery of homoacetogenic bacteria 
to the distal colon might lead to an increased production of acetate in the descending and sigmoid colon, and 
hence be an interesting approach for the control of body weight and glucose homeostasis.
In conclusion, the present study demonstrated that acute rectal administration of putatively physiological 
concentrations of SCFA modulates whole-body substrate and energy metabolism, with an increase in fast-
ing fat oxidation and resting energy expenditure, which was associated with an increase in circulating acetate 
concentrations. In addition, these SCFA mixtures increased fasting and postprandial concentrations of the 
satiety-stimulating hormone PYY, and attenuated whole-body lipolysis. Human intervention studies are war-
ranted to investigate whether these effects translate into benefits for body weight control and insulin sensitivity in 
the long term and to provide evidence that increasing colonic SCFA levels might be a strategy to prevent and/or 
reverse the obese insulin resistant state.
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Material and Methods
Study participants. Thirteen overweight and obese (BMI 25–35 kg/m2), 20–50 years old normoglycae-
mic Caucasian men were recruited between August 2013 and January 2014 from the vicinity of Maastricht, 
the Netherlands. Exclusion criteria were the presence of diabetes mellitus (defined as fasting plasma glu-
cose ≥ 7.0 mmol/L), gastroenterological diseases or prior abdominal surgery, cardiovascular diseases, cancer, 
liver or kidney malfunction, a life expectancy shorter than 5 years, use of a hypocaloric diet, use of laxatives, or 
use of antibiotics, pre- or probiotics in the 3 months prior to the start of the study or during the study period. 
The study was approved by the Medical Ethical Committee of Maastricht University Medical Centre (MUMC + ) 
and conducted in accordance with the Declaration of Helsinki (revised version, October 2008, Seoul, South 
Korea). Written informed consent was obtained from all participants. All authors had access to the study data and 
reviewed and approved the final manuscript.
Study design and randomization. This study was performed using a double-blind, placebo-controlled, 
randomized, crossover design. Participants were studied during four CID, each with at least a five-day washout 
period in between. During each CID the participants received either one of the three colonic SCFA mixtures 
infusions or a placebo infusion via enemas after an overnight fast of at least 12 hours. Three hours after the first 
rectal infusion, a second enema was administered after an oral glucose load of 75 gram, which resembled the 
postprandial state. The order of solution administration was blinded for both the investigator and participants. 
An independent researcher performed permuted block randomization and assigned participants to interventions.
Investigational products. In this study all participants received enemas containing HA, HP or HB or they 
received PLA in a randomized order. The HA solution contained 24 mmol sodium acetate (60%), 8 mmol sodium 
propionate (20%), 8 mmol sodium butyrate (20%) dissolved in 200 mL sterile water. The HP solution contained 
18 mmol sodium acetate (45%), 14 mmol sodium propionate (35%), 8 mmol sodium butyrate (20%) dissolved 
in 200 mL sterile water. The HB solution contained 18 mmol sodium acetate (45%), 8 mmol sodium propion-
ate (20%), 14 mmol sodium butyrate (35%) dissolved in 200 mL sterile water. As a PLA, 40 mmol sodium chlo-
ride dissolved in 200 mL sterile water was administered. All solutions were isosmotic and equivalent in sodium 
content.
The SCFA mixtures and sodium chloride were provided pre-weighed in powder form by Basic Pharma 
Technologies B.V (Geleen, The Netherlands) and were freshly dissolved in the appropriate amount of sterile water 
(delivered with the SCFA) on the morning of the test days by an independent person. All solutions were produced 
in accordance with standards of European Good Medical Practice (GMP) requirements.
Clinical investigation days. Two days prior to the CID, participants were asked to refrain from intense 
physical activity and alcohol consumption. In the evening before each CID, the volunteers consumed a stand-
ardized low fibre meal (57 energy% carbohydrate, 24 energy% proteins and 19 energy% fat). Participants came 
to the laboratory by car or bus in the morning after an overnight fast (12 h). Each of the four CID consisted of 
two periods of each 2 h: a fasting period (t0–t120 min) and a subsequent postprandial period (t180–t300 min) 
(Supplemental Fig. 1). Between the fasting and postprandial periods, no measurements took place for 30 minutes. 
Prior to the start of each CID (after an overnight fast), a cannula was placed in an antecubital vein of the forearm 
to enable venous blood sampling. Each period was preceded by venous blood sampling (at t0 for the fasting and 
at t180 for the postprandial period), completion of a VAS recording for hunger and satiety and measurements 
of energy expenditure and substrate oxidation for 30 minutes (from t-30–t0 before the fasting period and from 
t150–t180 before the postprandial period), using an open circuit ventilated hood system (Omnical, MUMC + , 
The Netherlands45).
After baseline measurement, participants inserted a lubricated nozzle of an enema (Blockland BV, Amsterdam, 
the Netherlands) into the rectum and one of the SCFA mixtures or placebo was manually administered by the 
research coordinator within 5 min at a rate of 40 mL per minute during fasting conditions (at t = 0), and imme-
diately after the glucose load (at t = 180) in the postprandial period. During the rectal infusions and for exact ten 
subsequent minutes, the participants remained on the left side-lying position with the knees drawn to the abdo-
men, to ensure that the infused solution reached the whole distal colon up to the splenic flexure 46. Subsequently, 
in both the fasting and postprandial period, energy expenditure and substrate oxidation were measured for the 
complete 2 h period. In addition, venous blood was sampled at 30, 60, 90 and 120 minutes after colonic SCFA 
infusions in both periods. Also, VAS-scores were completed 30, 60, 90 and 120 minutes after colonic administra-
tion. Primary outcome was the effect of colonic SCFA mixtures on fat oxidation and energy expenditure during 
fasting and postprandial conditions. Secondary outcomes were carbohydrate oxidation, circulating metabolites 
(TAG, FFA, free glycerol, glucose, lactate) and hormones (insulin, active PYY, total GLP-1, ANGPTL4), plasma 
SCFA, inflammatory markers (TNF-α, IL-1β, IL-6, IL-8) and VAS-scores.
Blood collection, storage and biochemical analyses. Blood was collected into pre-chilled tubes for 
insulin, glucose, lactate, FFA, TAG, free glycerol, SCFA, ANGPTL4, TNF-α, IL-1β, IL-6, and IL-8 analysis. For 
GLP-1 analysis, blood was collected in a 2 mL EDTA tube containing 20 μL of dipeptidyl peptidase-IV inhibitor 
(Millipore, Darmstadt, Germany). For PYY analysis, blood was collected in a 2 mL aprotinin tube containing 
20 μL of dipeptidyl peptidase-IV inhibitor. The samples were centrifuged at 3,500 g, 4 °C for 10 minutes, plasma 
was aliquoted and directly snap-frozen in liquid nitrogen and stored at −80 °C until analysis.
Plasma FFA, TAG, and glucose were measured with enzymatic assays on an automated spectrophotometer 
(ABX Pentra 400 autoanalyzer, Horiba ABX, Montpellier, France). Plasma free glycerol and lactate were meas-
ured after precipitation with an enzymatic assay automated on a Cobas Fara spectrophotometric autoanalyzer 
(Roche Diagnostics, Basel, Switzerland). Circulating insulin and PYY concentrations were determined with 
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commercially available radioimmunoassay (RIA) kits (Human Insulin specific RIA, Human PYY (3–36) RIA, 
Millipore Corporation, MA, USA). IL-1β, IL-6, IL-8 and TNF-α were determined with an enzyme-linked immu-
nosorbent assay (ELISA) kit (Human ProInflammatory II 4-Plex Ultra-Sensitive Kit, Meso Scale Diagnositics, 
MD, USA). Plasma ANGPTL4 was measured by ELISA as described by Kersten et al.47. Plasma samples were 
assayed for total GLP−1 immunoreactivity using an antiserum, which reacts equally with intact GLP-1 and the 
primary (N-terminally truncated) metabolite, as previously described 48.
Deproteinization and subsequent preparation of plasma samples for analysis of SCFA was performed as 
reported before 49. Analysis was performed using a liquid chromatography system combined with mass spec-
trometry (LC-MS). The detection limits for acetate, propionate and butyrate of this method were 0.1, 0.05 and 
0.05 μmol/L, respectively.
Calculations. The equations of Weir 50 and Frayn 51 were used to calculate total rate of fat and carbohydrate 
oxidation and energy expenditure, assuming that protein oxidation represents 15% of total energy expenditure.
Statistical analysis. A power calculation was based on our recent crossover study with colonic infusions 
of acetate, using a comparable CID design and a comparable study population 17. We calculated, using GPower 
(Version 3.1 for Mac, Parkville, Victoria, Australia), that 12 participants are sufficient to detect a 20% difference in 
our primary outcome parameter fat oxidation, with a standard deviation of 5% and a 80% power at an alpha level 
of P = 0.05 and a two-tailed distribution. Considering a potential dropout rate of 5–10% during the protocol, the 
final number of participants that were recruited was n = 13.
Values are expressed as mean ± SEM. Responses after rectal SCFA mixtures and PLA administration during 
fasting (t0–t120) and postprandial (t180–t300) conditions are expressed as incremental area under the curve 
(iAUC), which were calculated by the trapezoid method. Histogram and Kolmogorov-Smirnov test were used to 
check for normality. Differences in fasting and postprandial iAUC between intervention groups were analysed 
using a linear mixed model for repeated measures. Intervention and period were set as fixed factors and partici-
pants were set as random factor. Although no carry-over effects were expected due to a 5-day washout period, we 
tested for carry-over effects by adding sequence (order of treatments over period) to the model. No correction for 
multiple testing was made due to the explorative nature of this study. iAUC not shown as values or figures did not 
present statistically significant differences. Association between plasma SCFA increments and increments of fat 
oxidation and energy expenditure were tested by linear regression. Statistics were done using SPSS 22.0 for MAC 
(Chicago, IL, USA). A P < 0.10 (two-sided P-value) was considered as trend and a P < 0.05 (two-sided P-value) 
was considered statistically significant.
References
 1. Delzenne, N. M., Cani, P. D., Everard, A., Neyrinck, A. M. & Bindels, L. B. Gut microorganisms as promising targets for the 
management of type 2 diabetes. Diabetologia 58, 2206–2217, doi:10.1007/s00125-015-3712-7 (2015).
 2. Canfora, E. E., Jocken, J. W. & Blaak, E. E. Short-chain fatty acids in control of body weight and insulin sensitivity. Nat Rev Endocrinol 
11, 577–591, doi:10.1038/nrendo.2015.128 (2015).
 3. Kellow, N. J., Coughlan, M. T. & Reid, C. M. Metabolic benefits of dietary prebiotics in human subjects: a systematic review of 
randomised controlled trials. British Journal of Nutrition 111, 1147–1161, doi:10.1017/S0007114513003607 (2014).
 4. Tolhurst, G. et al. Short-chain fatty acids stimulate glucagon-like peptide-1 secretion via the G-protein–coupled receptor FFAR2. 
Diabetes 61, 364–371, doi:10.2337/db11-1019 (2012).
 5. Brooks, L. et al. Fermentable carbohydrate stimulates FFAR2-dependent colonic PYY cell expansion to increase satiety. Molecular 
Metabolism 6, 48–60, doi:10.1016/j.molmet.2016.10.011 (2017).
 6. Psichas, A. et al. The short chain fatty acid propionate stimulates Glp-1 and Pyy secretion via free fatty acid receptor 2 in rodents. 
International journal of obesity 39, 424–429, doi:10.1038/ijo.2014.153 (2015).
 7. Bloemen, J. G. et al. Short chain fatty acids exchange across the gut and liver in humans measured at surgery. Clinical nutrition 28, 
657–661, doi:10.1016/j.clnu.2009.05.011 (2009).
 8. Sahuri-Arisoylu, M. et al. Reprogramming of hepatic fat accumulation and’browning’of adipose tissue by the short-chain fatty acid 
acetate. International Journal of Obesity 40, 955–963 doi:10.1038/ijo.2016.23 (2016).
 9. Ge, H. et al. Activation of G protein-coupled receptor 43 in adipocytes leads to inhibition of lipolysis and suppression of plasma free 
fatty acids. Endocrinology 149, 4519–4526, doi:10.1210/en.2008-0059 (2008).
 10. Ohira, H. et al. Butyrate Attenuates Inflammation and Lipolysis Generated by the Interaction of Adipocytes and Macrophages. 
Journal of atherosclerosis and thrombosis 20, 425-42 doi:10.5551/jat.15065 (2013).
 11. Al‐Lahham, Sa. H. et al. Regulation of adipokine production in human adipose tissue by propionic acid. European journal of clinical 
investigation 40, 401–407, doi:10.1111/eci.2010.40.issue-5 (2010).
 12. Hong, Y. H. et al. Acetate and propionate short chain fatty acids stimulate adipogenesis via GPCR43. Endocrinology 146, 5092–9, 
doi:10.1210/en.2005-0545 (2005).
 13. Gao, Z. et al. Butyrate improves insulin sensitivity and increases energy expenditure in mice. Diabetes 58, 1509–17, doi:10.2337/
db08-1637 (2009).
 14. den Besten, G. et al. Short-Chain Fatty Acids protect against High-Fat Diet-Induced Obesity via a PPARγ-dependent switch from 
lipogenesis to fat oxidation. Diabetes 64, 2398-408. doi:10.2337/db14-1213 (2015).
 15. Lin, H. V. et al. Butyrate and Propionate Protect against Diet-Induced Obesity and Regulate Gut Hormones via Free Fatty Acid 
Receptor 3-Independent Mechanisms. PLoS ONE 7, e35240, doi:10.1371/journal.pone.0035240 (2012).
 16. Perry, R. J. et al. Acetate mediates a microbiome–brain–β-cell axis to promote metabolic syndrome. Nature 534, 213–217, 
doi:10.1038/nature18309 (2016).
 17. van der Beek, C. M. et al. Distal, not proximal, colonic acetate infusions promote fat oxidation and improve metabolic markers in 
overweight/obese men. Clinical Science 130, 2073-82; doi:10.1042/cs20160263 (2016).
 18. Bliss, D. Z. et al. In Vitro Degradation and Fermentation of Three Dietary Fiber Sources by Human Colonic Bacteria. Journal of 
agricultural and food chemistry 61, 4614–21, doi:10.1021/jf3054017 (2013).
 19. Stewart, M. et al. Fermentability of resistant starch preparations varies in vitro. Dietary fibre: new frontiers for food and health, 
Wageningen Academic Publishers, 339-49, doi:10.3920/978-90-8686-692-2 (2010).
 20. Kaur, A., Rose, D. J., Rumpagaporn, P., Patterson, J. A. & Hamaker, B. R. In Vitro Batch Fecal Fermentation Comparison of Gas and 
Short‐Chain Fatty Acid Production Using “Slowly Fermentable” Dietary Fibers. Journal of food science 76, H137–H142, doi:10.1111/
j.1750-3841.2011.02172.x (2011).
www.nature.com/scientificreports/
1 1Scientific RepoRts | 7: 2360  | DOI:10.1038/s41598-017-02546-x
 21. Venema, K. Microbial metabolites produced by the colonic microbiota as drivers for immunomodulation in the host. The FASEB 
Journal 27, 643.12 (2013).
 22. Wong, J. M., de Souza, R., Kendall, C. W., Emam, A. & Jenkins, D. J. Colonic health: fermentation and short chain fatty acids. Journal 
of clinical gastroenterology 40, 235–243, doi:10.1097/00004836-200603000-00015 (2006).
 23. Cummings, J., Pomare, E., Branch, W., Naylor, C. & Macfarlane, G. Short chain fatty acids in human large intestine, portal, hepatic 
and venous blood. Gut 28, 1221–7, doi:10.1136/gut.28.10.1221 (1987).
 24. Wolever, T., Brighenti, F., Royall, D., Jenkins, A. & Jenkins, D. Effect of rectal infusion of short chain fatty acids in human subjects. 
The American journal of gastroenterology 84, 1027–33 (1989).
 25. Freeland, K. R. & Wolever, T. Acute effects of intravenous and rectal acetate on glucagon-like peptide-1, peptide YY, ghrelin, 
adiponectin and tumour necrosis factor-alpha. British Journal of Nutrition 103, 460–466, doi:10.1017/S0007114509991863 (2010).
 26. Simpson, E. et al. In vivo measurement of colonic butyrate metabolism in patients with quiescent ulcerative colitis. Gut 46, 73–77, 
doi:10.1136/gut.46.1.73 (2000).
 27. Boets, E. et al. Systemic availability and metabolism of colonic‐derived short‐chain fatty acids in healthy subjects: a stable isotope 
study. The Journal of Physiology 595, 541–5. doi:10.1113/JP272613 (2016).
 28. Ritz, P. et al. Effects of colonic fermentation on respiratory gas exchanges following a glucose load in man. Metabolism 42, 347–352, 
doi:10.1016/0026-0495(93)90085-3 (1993).
 29. Yamashita, H. et al. Effects of acetate on lipid metabolism in muscles and adipose tissues of type 2 diabetic Otsuka Long-Evans 
Tokushima Fatty (OLETF) rats. Bioscience, biotechnology, and biochemistry 73, 570–576, doi:10.1271/bbb.80634 (2009).
 30. Yamashita, H. et al. Improvement of obesity and glucose tolerance by acetate in type 2 diabetic Otsuka Long-Evans Tokushima Fatty 
(OLETF) rats. Bioscience, biotechnology, and biochemistry 71, 1236–1243, doi:10.1271/bbb.60668 (2007).
 31. De Silva, A. et al. The gut hormones PYY 3–36 and GLP-1 7–36 amide reduce food intake and modulate brain activity in appetite 
centers in humans. Cell metabolism 14, 700–706, doi:10.1016/j.cmet.2011.09.010 (2011).
 32. Batterham, R. L. et al. PYY modulation of cortical and hypothalamic brain areas predicts feeding behaviour in humans. Nature 450, 
106–109, doi:10.1038/nature06212 (2007).
 33. Batterham, R. L. et al. Inhibition of food intake in obese subjects by peptide YY3–36. New England Journal of Medicine 349, 941–948, 
doi:10.1056/NEJMoa030204 (2003).
 34. van den Hoek, A. M. et al. Chronic PYY 3–36 treatment promotes fat oxidation and ameliorates insulin resistance in C57BL6 mice. 
American Journal of Physiology-Endocrinology and Metabolism 292, E238–E245, doi:10.1152/ajpendo.00239.2006 (2007).
 35. Sloth, B., Holst, J. J., Flint, A., Gregersen, N. T. & Astrup, A. Effects of PYY1–36 and PYY3–36 on appetite, energy intake, energy 
expenditure, glucose and fat metabolism in obese and lean subjects. American Journal of Physiology-Endocrinology and Metabolism 
292, E1062–E1068, doi:10.1152/ajpendo.00450.2006 (2007).
 36. Fernandes, J., Vogt, J. & Wolever, T. Kinetic model of acetate metabolism in healthy and hyperinsulinaemic humans. European 
journal of clinical nutrition 68, 1067–71, doi:10.1038/ejcn.2014.136 (2014).
 37. Crouse, J. R., Gerson, C. D., DeCarli, L. M. & Lieber, C. S. Role of acetate in the reduction of plasma free fatty acids produced by 
ethanol in man. Journal of lipid research 9, 509–512 (1968).
 38. Aberdein, N., Schweizer, M. & Ball, D. Sodium acetate decreases phosphorylation of hormone sensitive lipase in isoproterenol-
stimulated 3T3-L1 mature adipocytes. Adipocyte 3, 121–5, doi:10.4161/adip.27936 (2014).
 39. Girousse, A. et al. Partial inhibition of adipose tissue lipolysis improves glucose metabolism and insulin sensitivity without alteration 
of fat mass. PLoS Biol 11, e1001485, doi:10.1371/journal.pbio.1001485 (2013).
 40. Patel, T. B., DeBuysere, M. S. & Olson, M. S. The effect of propionate on the regulation of the pyruvate dehydrogenase complex in the 
rat liver. Archives of biochemistry and biophysics 220, 405–414, doi:10.1016/0003-9861(83)90430-7 (1983).
 41. Chambers, E. S. et al. Effects of targeted delivery of propionate to the human colon on appetite regulation, body weight maintenance 
and adiposity in overweight adults. Gut 64, 1744-54, doi:10.1136/gutjnl-2014-307913 (2014).
 42. Corpeleijn, E., Saris, W. & Blaak, E. Metabolic flexibility in the development of insulin resistance and type 2 diabetes: effects of 
lifestyle. obesity reviews 10, 178–193, doi:10.1111/obr.2009.10.issue-2 (2009).
 43. den Besten, G. et al. The role of short-chain fatty acids in the interplay between diet, gut microbiota, and host energy metabolism. 
Journal of Lipid Research 54, 2325–40, doi:10.1194/jlr.R036012 (2013).
 44. Byrne, C. S. et al. Increased colonic propionate reduces anticipatory reward responses in the human striatum to high-energy foods. 
The American journal of clinical nutrition 104, 5–14, doi:10.3945/ajcn.115.126706 (2016).
 45. Adriaens, M. P., Schoffelen, P. F. & Westerterp, K. R. Intra-individual variation of basal metabolic rate and the influence of daily 
habitual physical activity before testing. Br J Nutr 90, 419-423, doi:S0007114503001429 [pii] (2003).
 46. Nyman-Pantelidis, M., Nilsson, A., Wagner, Z. & Borgå, O. Pharmacokinetics and retrograde colonic spread of budesonide enemas 
in patients with distal ulcerative colitis. Alimentary pharmacology & therapeutics 8, 617–622 (1994).
 47. Kersten, S. et al. Caloric restriction and exercise increase plasma ANGPTL4 levels in humans via elevated free fatty acids. 
Arteriosclerosis, thrombosis, and vascular biology 29, 969–974, doi:10.1161/ATVBAHA.108.182147 (2009).
 48. Orskov, C., Rabenhoj, L., Wettergren, A., Kofod, H. & Holst, J. J. Tissue and plasma concentrations of amidated and glycine-extended 
glucagon-like peptide I in humans. Diabetes 43, 535–539, doi:10.2337/diab.43.4.535 (1994).
 49. van Eijk, H. M., Bloemen, J. G. & Dejong, C. H. Application of liquid chromatography‚Äìmass spectrometry to measure short chain 
fatty acids in blood. Journal of Chromatography B 877, 719–724, doi:10.1016/j.jchromb.2009.01.039 (2009).
 50. Weir, J. B. V. New methods for calculating metabolic rate with special reference to protein metabolism. The Journal of physiology 109, 
1–9, doi:10.1113/jphysiol.1949.sp004363 (1949).
 51. Frayn, K. Calculation of substrate oxidation rates in vivo from gaseous exchange. Journal of Applied Physiology 55, 628–34 (1983).
Acknowledgements
The research is funded by TI Food and Nutrition, a public-private partnership on pre-competitive research in 
food and nutrition. The funders had no role in study design, data collection and analysis, decision to publish, 
or preparation of the manuscript. We are grateful to all volunteers that participated in our study. We like to 
thank Hasibe Aydeniz, Hans van Eijk, Yvonne Essers, Gabby Hul, Birgitta van der Kolk, Dennis Meesters, Wendy 
Sluijsman, Paul Schoffelen and Jos Stegen for their excellent technical support. Further, we are grateful for the 
excellent statistical support from Bjorn Winkens from Maastricht University Medical Centre, The Netherlands. 
In addition, we like to thank Koen Venema for fruitfully discussing the study protocol.
Author Contributions
E.E.C. and E.E.B. were responsible for the study concept and design, analysis and interpretation of the data, and 
critical revision of the manuscript for important intellectual content. J.J.H. generated data. E.E.C. acquired all 
data, completed statistical analysis and drafted the manuscript. C.M.v.d.B., G.H.G., J.W.E.J., K.L., S.W.M.O.D., 
J.J.H. and C.H.C.D. and E.E.B. critically revised the manuscript. E.E.B. obtained funding and supervised the study.
www.nature.com/scientificreports/
1 2Scientific RepoRts | 7: 2360  | DOI:10.1038/s41598-017-02546-x
Additional Information
Supplementary information accompanies this paper at doi:10.1038/s41598-017-02546-x
Competing Interests: The authors declare that they have no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.
Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2017
